Sample preparation is an important step in the isolation of target compounds from complex matrices to perform their reliable and accurate analysis. Hair samples are commonly pulverized or processed as fine cut, depending on preference, before extraction by techniques such as solid-phase extraction (SPE), liquid-liquid extraction, and other methods. In this study, a method based on hybrid solid-phase extraction (hybridSPE) and gas chromatography-mass spectrometry (GC-MS) was developed and validated for the determination of methamphetamine (MA) and amphetamine (AP) in hair. The hair samples were mechanically pulverized after washing with de-ionized water and acetone. The samples were then sonicated in methanol at 50 • C for 1 h and centrifuged at 50,000× g for 3 min. The supernatants were transferred onto the hybridSPE cartridge and extracted using 1 mL of 0.05 M methanolic hydrogen chloride. The combined solutions were evaporated to dryness, derivatized using pentafluoropropionic anhydride, and analyzed by GC-MS. Excellent linearity (R 2 > 0.9998) was achieved in the ranges of 0.05-5.0 ng/mg for AP and 0.1-10.0 ng/mg for MA. The recovery was 83.4-96.8%. The intra-and inter-day accuracies were −9.4% to 5.5% and −5.1% to 3.1%, while the intra-and inter-day precisions were within 8.3% and 6.7%, respectively. The limits of detections were 0.016 ng/mg for AP and 0.031 ng/mg for MA. The validated hybridSPE method was applied to dyed hair for MA and AP extraction and compared to a methanol extraction method currently being used in our laboratory. The results showed that an additional hybridSPE step improved the recovery by 5.7% for low-concentration quality control (QC) samples and by 24.1% for high-concentration QC samples. Additionally, the hybridSPE method was compared to polymeric reversed-phase SPE methods, and the absolute recoveries for hybridSPE were 50% and 20% greater for AP (1.5 ng/mg) and MA (3.0 ng/mg), respectively. In short, the hybridSPE technique was shown to minimize the matrix effects, improving GC-MS analysis of hair. Based on the results, the proposed method proved to be effective for the selective determination of MA and AP in hair samples.
Introduction
The use of methamphetamine (MA) in illicit drug market has rapidly grown over the years. In East and South-East Asia, MA seizures have increased every year since 2012, measuring up to 60 tons in 2016 according to a United Nations Office on Drugs and Crime (UNODC) report. They were smuggled into the Republic of Korea, Japan, and Australia from Taiwan or Southeast Asian countries [1, 2] . The most commonly used illicit drug in the Republic of Korea is MA, locally referred to as 'philopon', which accounted for about 52% of drug-related crimes in 2017 [3] . Also, the number of MA users in 2016 increased more than 53% since 2012 [4] .
Results and Discussion

Method Development
To evaluate the efficiencies of SPE cartridges in the removal of interferents from hair and in the pre-concentration of target compounds, cosmetically treated hair samples obtained from eight MA abusers were pooled, homogenized, and used as a positive control. Figure 1 shows chromatograms for pooled cosmetically treated authentic samples using direct methanol extraction followed by hybridSPE clean up ( Figure 1A ) or direct methanol extraction only ( Figure 1B ).
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Method Validation
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Five different hair samples obtained from non-drug users were examined in a selectivity test. There were no interfering peaks at the retention times of the target compounds and IS ( Figure 3 ). Representative chromatograms obtained from blank hair and spiked hair samples are shown in Figure 4 . The linearity was tested in the concentration ranges of 0.05-5.0 ng/mg for AP and 0.1-10.0 ng/mg for MA. Table 2 presents the calibration parameters such as slope, intercept, and coefficient of determination obtained from the calibration curves (n = 4). The R 2 values for the linear regression were above 0.9998 for each compound, indicating excellent goodness of fit. The calculated limit of detection (LOD) values were 0.016 ng/mg and 0.031 ng/mg, while the lower limit of quantification (LLOQ) values were 0.05 ng/mg and 0.1 ng/mg for AP and MA, respectively. The linearity was tested in the concentration ranges of 0.05-5.0 ng/mg for AP and 0.1-10.0 ng/mg for MA. Table 2 presents the calibration parameters such as slope, intercept, and coefficient of determination obtained from the calibration curves (n = 4). The R 2 values for the linear regression were above 0.9998 for each compound, indicating excellent goodness of fit. The calculated limit of detection (LOD) values were 0.016 ng/mg and 0.031 ng/mg, while the lower limit of quantification (LLOQ) values were 0.05 ng/mg and 0.1 ng/mg for AP and MA, respectively. To evaluate the absence of carry-over, the highest extracted calibrator was injected into the GC-MS instrument, followed by an ethyl acetate blank. Potential carry-over effects were not observed. For practical purpose, ethyl acetate blanks were used throughout the sample sequence to verify that no sample-to-sample contamination occurred.
The recoveries, accuracies, and precisions are summarized in Table 3 . The analytical recoveries were determined at three concentration levels in five replicates. The mean recoveries (%) for the target compounds ranged from 87.1% to 96.8% for AP and from 83.4% to 94.8% for MA. The intra-and inter-day precisions were within 8.3% and 6.7%, while the intra-and inter-day accuracies ranged from −9.4% to 5.5% and from −5.1% to 3.1%, respectively. These data were within the acceptance criteria of 15% of nominal concentration for low, middle, and high quality control (QC) concentrations. Stability experiments were performed to identify any possible variation due to storage time. Lowand high-concentration QC samples were analyzed using a method developed in this study. The results from the stability experiments indicate that the samples were stable under normal storage conditions. No significant loss of the target compounds was observed at room temperature for 20 days.
Forensic Applications
In order to prove the applicability on forensic hair samples, the developed method was applied to analyze cosmetically treated authentic samples obtained from MA users (n = 7). Figure 5 presents relative peak areas for MA as well as AP measured using a direct methanol extraction and a direct methanol extraction followed by hybridSPE for cosmetically treated MA-positive hair samples. It clearly indicates that an additional hybridSPE step improved the recovery of AP more than that of MA and provided good isolation and recovery of MA and AP from human hair for subsequent analysis.
The method was used to analyze hair samples obtained from MA users (n = 15). Figure 4D shows a typical chromatogram of a cosmetically treated authentic hair sample. In authentic hair samples, AP concentration was in a range of 0.08-4.14 ng/mg with a mean value of 1.06 ng/mg, while MA concentration was in a range of 0.29-9.07 ng/mg with a mean value of 4.12 ng/mg. This method is thus effective in isolating and identifying MA and AP in cosmetically treated hair samples. The method was used to analyze hair samples obtained from MA users (n = 15). Figure 4D shows a typical chromatogram of a cosmetically treated authentic hair sample. In authentic hair samples, AP concentration was in a range of 0.08-4.14 ng/mg with a mean value of 1.06 ng/mg, while MA concentration was in a range of 0.29-9.07 ng/mg with a mean value of 4.12 ng/mg. This method is thus effective in isolating and identifying MA and AP in cosmetically treated hair samples.
Conclusions
A GC-MS method for the detection and quantification of MA and AP was studied and evaluated in human hair. The use of hybridSPE as a sample preparation technique enabled the effective removal of co-extracted chemical interferences from cosmetic-treated hair and successful extraction and purification of the target compounds from pulverized hair, avoiding an excessive influence of interfering endogenous or co-extracted compounds. The experimental results proved that the proposed method was effective for the selective determination of MA and AP in forensic hair samples. The method based on hybridSPE improved significantly the recovery of MA and AP by, on average, 21.6% and 151.5%, respectively, in cosmetically treated authentic hair samples, compared to a methanol extraction method currently used in our laboratory. The developed method was fully set up for routine detection and quantification of MA and AP in cosmetic-treated hair samples and appears to be a purification technique more effective than those currently used. It would be useful for the removal of endogenous interfering substances or co-extracted compounds from the hair matrix, which will surely provide selective extraction of target compounds from hair prior to instrumental analysis.
Materials and Methods
Chemicals and Reagents
The reference compounds AP and MA were purchased from Cerilliant (Round Rock, TX, USA) at a concentration of 1000 µg/mL in methanol. Methanolic solutions of the deuterated IS AP-d8 and MA-d11 in each vial at a concentration of 100 µg/mL were also purchased from Cerilliant. 
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Materials and Methods
Chemicals and Reagents
The reference compounds AP and MA were purchased from Cerilliant (Round Rock, TX, USA) at a concentration of 1000 µg/mL in methanol. Methanolic solutions of the deuterated IS AP-d 8 and MA-d 11 in each vial at a concentration of 100 µg/mL were also purchased from Cerilliant. HPLC-grade acetone, ethyl acetate, and methanol were supplied by J. T. Baker (Phillipsburg, NJ, USA). Methanolic HCl (HCl, 1.25 M) was obtained from Fluka (St. Gallen, Switzerland). PFPA was acquired from Acros Organics (Geel, Belgium). HybridSPE phospholipid cartridge (30 mg/1 mL) was purchased from Supelco (Bellefonte, PA, USA). Strata-X 33 µm polymeric reversed phase cartridge (60 mg/3 mL) was purchased from Phenomenex (Torrance, CA, USA), while Oasis HLB extraction cartridge (60 mg/3 mL) was from Waters (Milford, MA, USA). All other chemicals were of analytical grade or higher.
Polypropylene tubes (2 mL) were obtained from Eppendorf (Safe-Lock tube, Hamburg, Germany). Water was purified with a Millipore AFS-16 water purification system (Molsheim, France).
Stock solutions of the target compounds were mixed and diluted in methanol to prepare final mixed standard solutions at 10 µg/mL of AP and 20 µg/mL of MA. A working solution of IS (AP-d 8 and MA-d 11 ) at 0.3 µg/mL was also prepared in methanol. All these solutions were stored at −20 • C before use.
Hair Specimens
Blank hair to be used as a matrix for control and calibration samples was obtained from five volunteers. Matrix-matched calibrators were prepared by adding the mixed standard solution to blank hair samples over the concentration ranges of 0.05, 0.1, 0.25, 0.5, 1, 2.5, and 5 ng/mg (AP) and 0.1, 0.2, 0.5, 1, 2, 5, and 10 ng/mg (MA). QC samples were also prepared in the same way, using a separately arranged stock solution at a concentration of 0.15 (low), 1.5 (middle), and 3 ng/mg (high) for AP and 0.3 (low), 3 (middle), and 6 ng/mg (high) for MA.
Authentic hair samples that were collected from MA abusers were acquired from the Narcotics Departments at the District Prosecutors' Offices in the metropolitan area. Hair samples were usually pulled out or cut as close as possible to the skin from the posterior vertex. Total length was measured, and cosmetic treatments such as coloring and bleaching were noted. All samples were stored under dry, dark conditions at room temperature up to 20 days before analysis.
Sample Preparation
Hair samples were washed with water and acetone according to previously published methods [6] . Then, 10 mg of hair sample was put into a 2 mL polypropylene tube containing six metal beads. Pulverization was performed for 10 min at a frequency of 30 (1/s) (Qiagen TissueLyser II, Retsch, Haan, Germany). The IS solution (50 µL, 0.3 µg/mL of deuterated AP and MA) and 1.0 mL of methanol were added. Each tube was vortexed for 10 s and placed into a 50 • C water bath for 1 h under ultrasonication. The tube was then centrifuged at 50,000× g for 3 min to obtain a clear supernatant. In vacuum conditions (Visiprep TM SPE 24 vacuum manifold, Supelco, Bellefonte, PA, USA), 0.8 mL of clear supernatant was passed through a hybridSPE cartridge and collected; then, 1 mL of 0.05 M methanolic HCl was used to sequentially elute the hybridSPE cartridge. These two fractions were combined and concentrated to dryness under a nitrogen stream at 45 • C and 30 kPa using a Caliper TurboVap LV evaporator (Biotage, Harris, NC, USA). The sample was reacted with 50 µL acetone and 50 µL PFPA at 50 • C for 30 min, followed by drying under a nitrogen stream. The residue was reconstituted with 50 µL of ethyl acetate, and a 1 µL aliquot was injected into the GC-MS for analysis.
GC-MS analysis
GC-MS was performed with an Agilent Technologies (Foster City, CA, USA) 5977A mass spectrometer equipped with a 7890B GC and 7693 Autosampler. Chromatographic separation of AP and MA was achieved on a DB-5MS UI capillary column (30 m × 0.25 mm i.d., 0.25 µm film thickness, J&W Scientific, Folsom, CA, USA) with helium as the carrier gas at a ramped flow mode. The flow was 1.1 mL/min for 4.5 min, was increased to 1.25 mL/min at a rate of 0.3 mL/min, was held for 2.4 min, and then was decreased to 1.1 mL/min at a rate of 0.3 mL/min and held for 8 min. The injector temperature was 260 • C, and the GC interface temperature was 280 • C. The oven temperature was initially 90 • C for 1.5 min, was increased to 175 • C at a rate of 15 • C/min, was held for 1.0 min, and then was increased to 300 • C at a rate of 40 • C/min and held for 4.0 min. Total run time was 15.3 min, including 4.5 min of solvent delay time. Splitless injection mode was used with a purge-on time of 0.35 min at a flow rate of 75 mL/min. The mass spectrometer was operated at 70 eV in the electron impact (EI) mode with selected ion monitoring for quantitative analysis. One ion was used as a quantifier, while two other ions were used as qualifiers for the analysis of the target compounds.
Method validation
The developed method in this study was validated by measuring the selectivity, linearity, LOD, LLOQ, carry-over, precision and accuracy, recovery, and stability according to previous protocols [32, 33] .
To evaluate selectivity, blank hair samples obtained from five different origins were analyzed to determine endogenous compounds or potential interferences released from the matrix. LOD and LLOQ were measured by evaluating the signal/noise (S/N) ratio of 10 replicates of blank hair for each compound at proper concentrations. LOD was calculated on the basis of the concentration with a S/N > 3, while the concentrations of the target compounds with a S/N > 10 were chosen as LLOQ.
The absence of carry-over was evaluated by injecting at the highest point of the calibration curve, followed by solvent blank, and measuring the peak area at the retention times of the target compounds under the investigation. For routine analysis of hair samples, ethyl acetate blanks were run between each pair of samples.
The linearity of the method was evaluated over the concentration ranges of 0.05-5.0 ng/mg for AP and 0.1-10.0 ng/mg for MA and was expressed by the determination coefficient (R 2 ). The calibration curves were obtained by least-squares linear regression.
The intra-day precision and accuracy of the method were established by seven independent determinations of the QC samples (n = 7). The inter-day precision and accuracy were determined in four different days for the aforementioned replicates over a four-week period. To determine the precision, the coefficients of variations (% C.V.) were calculated for the replicate measurements. Accuracy (% bias) was expressed as the relative error of the calculated concentrations and was calculated by the degree of agreement between the measured and the nominal concentrations of the QC samples.
For recovery determination, QC samples were prepared at three concentration levels. The recovery was determined by comparing the absolute peak area (A) of each compound for the QC samples prepared in five replicates before extraction with the absolute peak area (B) of the target compound for the samples processed as blank and spiked after extraction at the same concentration level. The recovery was calculated using the following equation: Recovery (%) = A/B × 100.
Sample stability was assessed by repeated analysis of low-concentration QC and high-concentration QC samples (n = 5), spiked at the above-mentioned concentrations. To examine the stability, QC hair samples were left for 20 days prior to sample preparation and analysis. These samples were analyzed, and the peak area ratios compared with the ones obtained by the analysis of freshly prepared samples. The samples were considered stable if the concentration of the QC samples resulted within ±15% of that of the freshly prepared QC samples.
